Small cell lung cancer (SCLC) is the most aggressive type of lung cancer, with almost 95% of patients succumbing to the disease. Although RBM5, a tumor suppressor gene, is downregulated in the majority of lung cancers, its role in SCLC is unknown. Using the GLC20 SCLC cell line, which has a homozygous deletion encompassing the RBM5 gene locus, we established stable RBM5 expressing sublines and investigated the effects of RBM5 re-expression. Transcriptome and target identification studies determined that RBM5 directly regulates the cell cycle and apoptosis in SCLC cells, as well as significantly downregulates other important transformation-associated pathways such as angiogenesis and cell adhesion. RNA sequencing of paired non-tumor and tumor SCLC patient specimens showed decreased RBM5 expression in the tumors, and expression alterations in the majority of the same pathways that were altered in the GLC20 cells and sublines. Functional studies confirmed RBM5 expression slows SCLC cell line growth, and increases sensitivity to the chemotherapy drug cisplatin. Overall, our work demonstrates the importance of RBM5 expression to the nontransformed state of lung cells and the consequences of its deletion to SCLC development and progression.
Introduction
According to the American Cancer Society, more people die from primary cancers of the lung than from any other type of cancer. The most aggressive type of lung cancer occurs in the "small cells", found in the main bronchi (Travis et al., 2004) . Small cell lung cancer (SCLC) almost exclusively occurs in people with a history of tobacco smoking (Jackman and Johnson, 2005; Travis et al., 2004) .
Lung cancer initiation and progression are attributed at the molecular level to many factors, but arguably the most interesting is the loss of heterozygosity in a few regions throughout the short arm of chromosome three. Notably, allelic loss within the 3p21.3 region is evidenced even in pre-neoplastic tissue from smokers (Wistuba et al., 2000) . An overlapping homozygous deletion within 3p21.3, noted in lung and breast tumors, harbors a number of tumor suppressor genes (Lerman and Minna, 2000) . RNA Binding Motif 5 (RBM5), a putative lung cancer tumor suppressor gene (Sutherland et al., 2010) , resides near the end of the telomeric deletion breakpoint that was noted in three SCLC cell lines (Lerman and Minna, 2000) . In the majority of lung cancers (including SCLC and non-small cell lung cancer (NSCLC)), expression of RBM5 is downregulated but present (Oh et al., 2002) . The cause of this downregulation is unknown, but does not appear to result from gene mutation or promoter hypermethylation (Oh et al., 2008; Oh et al., 2007) , suggesting allelic loss may be responsible. The almost universal downregulation of RBM5 in all types of lung cancer does suggest it plays an important role in lung cancer initiation and/or progression. RBM5 was, in fact, identified as one of nine downregulated genes within a 17 gene signature associated with metastasis in various human solid tumors, including lung (Ramaswamy et al., 2003) .
Previous functional work relating to RBM5 in a variety of cancer cell lines identified it as a modulator of the cell cycle and apoptosis, partially via its influence on alternative splicing (Bechara et al., 2013; Oh et al., 2002) . In regards to lung cancer specifically, some functional work regarding RBM5 has been performed using a lung adenocarcinoma cell line (A549), which showed that increased RBM5 expression correlated with (a) G 1 cell cycle arrest (Network, progression of this disease. Furthermore, since SCLC is the most aggressive type of lung cancer, with 95% of patients eventually succumbing to the disease (Govindan et al., 2006) , it is clear that a better understanding of this disease, as well as more effective treatment options, are required.
GLC20 is a SCLC cell line derived from small cells within a lung tumor biopsy (Smit et al., 1992) . The cells have two 3p21 homozygous deletions, one of which includes RBM5, making the cells an attractive model in which to study the functional consequences of RBM5 re-expression (Angeloni, 2007; Kok et al., 1994) . We established two RBM5 expressing populations, with different levels of RBM5, and conducted transcriptome analyses to identify the pathways affected by altering the levels of RBM5. Target identification experiments were carried out to determine which of these pathways were directly affected by RBM5. To validate our findings, we (a) compared our in vitro transcriptomic results to transcriptomic data from two paired non-tumor/tumor patient specimens with a 50% downregulation of RBM5 expression, and (b) experimentally examined the effects of no versus low versus high RBM5 expression on cell proliferation and apoptosis. Our results suggest that RBM5 is a key SCLC suppressor and guardian of the non-transformed phenotype.
Results & discussion

Establishment of a GLC20 model for SCLC studies relating to RBM5
GLC20 cells are RBM5-null and were established from a tumor that was multidrug resistant (doxorubicin, cyclophosphamide and vincristine), a common characteristic of advanced SCLC. As depicted in Fig. 1A , the breakpoint for the GLC20 deletion is upstream of RBM5, and the entire RBM5 gene is deleted (Lerman and Minna, 2000) . We verified the absence of RBM5 DNA, RNA and protein ( Fig. 1B-E ).
To better understand the impact of RBM5 downregulation on SCLC, stable populations of RBM5 expressing cells were established. Two RBM5-expressing sublines were established, one clonal (designated GLC20.C4 or "C4") and one from a pooled population of RBM5-expressing transfectants (designated GLC20.T2 or "T2") (Fig. 1F) . We also established an empty vector control subline (GLC20.
was observed 24 h following co-administration of 10 μg/ml (33 μM) cisplatin and 10 or 20 μg/ml (17 or 34 μM) etoposide (Fig. 2A, , and almost complete following 40 to 48 h incubation with these agents (Fig. 2B lanes 4-9) . Thus, although these cells are highly drug resistant, they are capable of experiencing cisplatin-mediated apoptosis.
2.2. RNA-Seq shows that over 12% of the transcriptome is differentially expressed by RBM5 in GLC20 cells, SLC25A53 is the most altered gene, and pathways relating to cancer are the most likely impacted
To investigate if and how RBM5 expression influences GLC20 cells, deep sequencing of the transcriptome (RNA-Seq) of the parental GLC20 cells and three Firstly, we confirmed RBM5 expression levels within the transcriptomic data for T2 and C4 (Fig. 3A) . Differential expression testing (refer to Materials & methods) identified that 12.5% of the transcriptome examined was significantly differentially expressed between control and T2, and 18.4% between control and C4 (Fig. 3B) .
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Furthermore, over 50% of the genes that were differentially expressed in T2 were also differentially expressed in C4, suggesting that any effect in C4 is not likely the result of a clonal effect related to subclone establishment. Solute Carrier Family 25 Member 53 (SLC25A53) was the most significantly differentially expressed gene in both T2 and C4 compared to control (based on log2 (fold-change); 1112.1 FPKM (Fragments Per Kilobase of transcript per Million mapped reads) to 0.068 FPKM in control vs. C4, and 1127.3 FPKM to 0.073 FPKM in control vs. T2). This gene is part of a large family of transporters that control various cellular functions, although a particular role for SLC25A53 has yet to be identified (Palmieri, 2013) .
Other highly downregulated genes common to both T2 and C4 include CD9, Discs Large Homolog Associated Protein 1 (DLGAP1), and Feline Sarcoma (FES).
Interestingly, CD9 and FES have previously been associated with cell adhesion and tumor metastasis, with the effect of their expression seeming to be cell typespecific (Delfino et al., 2006; Huan et al., 2015; Kanda et al., 2009; Rappa et al., 2015) . Of the two, only CD9 has been investigated in regards to SCLC specifically, and low expression levels were linked to increased motility and invasiveness (Funakoshi et al., 2003) . The fact that RBM5 expression decreased CD9 expression was thus unexpected, as we hypothesized that RBM5 would promote a non- transformed state in SCLC cells. However, CD9 gene expression levels in our control were much lower than those in our clinical SCLC tumor samples (described below) (average of 6.6 FPKM in our cell line control and 109.1 FPKM in tumor samples), suggesting that although RBM5's influence on CD9 may be statistically significant, it may not be physiologically relevant in our system.
On the other hand, two genes other than RBM5 were highly upregulated in both T2
and C4 compared to control; MKRN3 and ZNF85. Of note, the former has been previously associated with development, particularly the onset of puberty, which is in line with the pathway results presented below (Abreu et al., 2013) .
Using two different pathway analysis programs, we went on to determine the functional implications of genes differentially expressed upon expression of RBM5. First, the Functional Interpretation of Differential Expression Analysis (FIDEA) (D'Andrea et al., 2013) program with the Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway database (Kanehisa and Goto, 2000; [ ( F i g . _ 3 ) T D $ F I G ] expressed genes between T2 and C4 compared to control, respectively, as determined by RNA-Seq.
Number of genes in each group indicated in parenthesis. (C and D) FIDEA pathway analysis results for altered KEGG pathways in control vs T2 (C) and C4 (D) samples, respectively, from RNA-Seq 2014) was used, thus differentially expressed genes are placed in known signaling pathways to determine if these pathways are significantly up-or downregulated. Analysis results are presented in Fig. 3C and D. Pathways in cancer was significantly downregulated in both T2 and C4 compared to control. Other transformation-related pathways were also downregulated upon RBM5 expression in T2 such as the cell cycle, small cell lung cancer and pancreatic cancer. The fact that these pathways were not also significantly changed in C4 may be due to the larger number of differentially expressed genes in this sample, which may mask the effect of RBM5 on these particular cancer-related pathways. In addition, both axon guidance and alcoholism were significantly altered in both T2 and C4. This is very interesting since axon guidance, as well as alcoholism, have been shown to play a substantial role in cancer development and progression (Chedotal et al., 2005; Forsyth et al., 2010) .
To complement our KEGG pathway results, we used an additional pathway analysis program − the Gene Set Association Analysis for RNA-Seq with Sample Permutation (GSAASeqSP) program (Xiong et al., 2014) -as it takes into account inherent bias present in RNA-Seq data. In combination with the Broad Institute's Molecular Signatures Database (MSigDB) Hallmark gene set (Liberzon et al., 2015) , genes are grouped based on established biological processes, and enriched gene sets determined. We identified 12 and 17 gene sets with false discovery rates (FDR) at or below 10% in T2 and C4, respectively, compared to control. Over half of these T2 altered gene sets were common to C4, once again suggesting that any effect seen in C4 is not likely due to a clonal effect related to subclone establishment. Gene sets with FDR at or below 10% in control vs. C4 are presented in Table 1 , along with their FDR in control vs. T2. Interestingly, many differentially expressed gene sets are important to development, which validates our experimental findings, as RBM5 was recently shown to be involved in myogenesis, spermatogenesis and neuronal development (Fushimi et al., 2008; Loiselle and Sutherland, 2014; O'Bryan et al., 2013) . Furthermore, apoptosis and TNFα signaling, both pathways RBM5 has been previously associated with in Jurkat T lymphoblastoid cells Sutherland et al., 2000) and MCF-7 cells were altered in T2 and C4. Fig. 4 lists the core enriched genes in these gene sets and how their expression changed upon RBM5 expression in C4, highlighting the importance of RBM5 to these cellular functions.
Other gene sets identified in this GSAASeqSP analysis are important to the transformed state, supporting our KEGG pathway results and providing additional insight into the role of RBM5 in SCLC cells. These gene sets (Table 1) include genes involved in (a) angiogenesis, where RBM5 expression (in T2 and C4) correlated with significantly decreased expression of pro-angiogenic factors, such as Vascular Endothelial Growth Factor A (VEGFA) (Fig. 3E) , (b) epithelial-mesenchymal transition (EMT), and (c) the immune response. RBM5 may, therefore, not only promote a non-transformed state, but be important for identification and elimination of cells that adopt cancerous characteristics.
Taken together, these RNA-Seq pathway analysis results for the GLC20 sublines indicate that in SCLC cells, RBM5 expression is very important to the maintenance of the non-transformed state, particularly via regulation of cell death, angiogenesis, cell-cell adhesion and immune response pathways.
RBM5 regulates expression of SCLC-associated genes
To investigate the influence of RBM5 expression particularly on SCLC-associated pathways, we examined the expression of previously identified lung cancerassociated genes in our GLC20 sublines. In a report released by the National In addition to these NCI-collated 'Genes of Interest in SCLC', we examined the influence of RBM5 expression on Sex-determining region Y-box 2 (SOX2) and Kirsten Rat Sarcoma Viral Oncogene Homolog (KRAS), as overexpression of the former has been observed in many types of lung cancers and is linked with tumor initiation (Tam and Ng, 2014) , and activation of the latter occurs in approximately 30% of smoking-associated lung adenocarcinomas (Unni et al., 2015) . In our C4
samples, SOX2 and KRAS were significantly downregulated ( Fig. 3F) , suggesting once again the importance of RBM5 expression in lung tissue.
2.4. Alternative splicing accounts for a minority of the differential gene expression RBM5 influences processes such as apoptosis and cell cycle arrest in a variety of cancer cell lines at least in part via the modulation of alternative splicing of key factors, such as NUMB and CASPASE 2 (CASP2) (Bechara et al., 2013; Fushimi et al., 2008) . To see if RBM5 influences processes in SCLC via modulation of alternative splicing, we mined our RNA-Seq data for significant alternative splicing changes.
In the control vs. T2 group, 2,546 variants were significantly differentially expressed (5.12% of the 49,772 variants examined), with 10 genes showing a significant change from one alternative splice variant to another (Table 3 ). In the control vs. C4 group, 4,180 variants were differentially expressed, with 47 genes showing a significant change from one alternative splice variant to another (Table 4 ). The greater number of alternative splicing events occurring in the C4 subline, compared to T2, suggests an additive effect of RBM5 on alternative splicing, which was expected. There was no overlap, however, of splicing events between T2 and C4, potentially due to the stringent search parameters used, and no Article No~e00204 significant enrichment of these splicing events in any KEGG pathway or MSigDB
Hallmark gene set. Furthermore, the number of significant alterations in splicing between control and T2 and C4, respectively, was much lower than expected, given the high number of differentially expressed genes (even considering the stringent search parameters). This suggests that modulation of alternative splicing is not the only means by which RBM5 influences important transformation-associated pathways in SCLC. RBM5 may, for instance, regulate gene expression levels by influencing transcription or stabilizing transcripts, as has been shown for other RNA-binding proteins, including the RBM5-related protein RBM10 (Guallar and Wang, 2014; Mueller et al., 2009) . We therefore proceeded to carry out binding studies in order to identify targets with which RBM5 interacts, either directly or indirectly, and thereby gain a better understanding of how RBM5 influences the identified pathways. Although some studies have investigated RBM5's binding motif (Bechara et al., 2013; Ray et al., 2013) , the number of identified RNA targets that are directly bound by RBM5 is low. In cancer cell lines, only three directly bound RNA targets have been identified to date; Caspase-2 (CASP2) (Fushimi et al., 2008) , the antisense transcript of FAS (FAS-AS1) (Sehgal et al., 2014) , and Activationinduced cytidine deaminase (AID) . In mouse spermatid differentiation, 11 RNA targets have been identified (O'Bryan et al., 2013) . In its capacity as a component of spliceosomal complexes (Hegele et al., 2012; Niu et al., 2012) , RBM5 is also likely capable, however, of binding many important RNA targets indirectly (e.g., via another protein within the complex).
In order to identify direct and indirect RNA targets of the RBM5 protein in GLC20 cells, we used RNA Immunoprecipitation followed by next generation sequencing (RIP-Seq). RIP-Seq experiments were performed using our non-commercially available RBM5-specific LUCA-15UK antibody (Sutherland et al., 2000) because,
as demonstrated in Fig. 5 , the commercially available antibodies that were tested were not specific for RBM5. Two different negative controls were used in each of to play important roles in the control of the cell cycle and proliferation. It is important to note that the previously identified direct RBM5 targets -CASP2, FAS
and AID -were not identified in our RIP-Seq experiments. Lack of detection of these potentially direct targets could be a cell type-specific phenomenon, since neither FAS nor AID were expressed above 0.1 FPKM in our samples.
To determine the importance of these targets to cellular functions, pathway analysis was carried out on RIP-Seq identified RBM5 RNA targets. FIDEA analysis, using the KEGG database, identified only three significantly changed pathways; 'Spliceosome' (hsa03040) (with a Benjamini value of 1.37 × 10 −4 ), 'RNA transport' (hsa03013) (1.53 × 10 −3 ) and 'Ribosome' (hsa03010) (9.07 × 10 −3 ). These results support our findings that RBM5 influences important pathways in SCLC via regulation of alternative splicing and other pre-and/or posttranscriptional processes. These results also help to confirm the success of our technique, since RBM5 was previously shown to be a key component of spliceosomal complexes (Hegele et al., 2012; Niu et al., 2012) .
As with our RNA-Seq data, we used an additional pathway analysis program to support our results. For this RIP-Seq data, our second program was Cytoscape with RBM5 containing cells (C4) was loaded in alternate lanes and probed with the antibodies indicated. The LUCA-15-UK blot was probed with a 1:1000 antibody dilution, overnight at 4°C, and exposed for 2 min. The upper Origene blot was probed with a 1:3000 antibody dilution, for 3 h at RT, and exposed for 60 min. The lower Origene blot was reprobed with a 1:500 antibody dilution, overnight at 4°C, and exposed for 60 min. The upper Abnova blot was probed with a 1:500 antibody dilution, for 3 h at RT, and exposed for 60 min. The lower Abnova blot was reprobed with a 1:350 antibody dilution, overnight at 4°C, and exposed for 60 min. The Abcam blot was probed with a 1:2500 antibody dilution, overnight at 4°C, and exposed for 5 min. The Sp1 and Sp2 blots were probed with a 1:5000 antibody dilution, for 3 h at RT, and exposed for 1 min. All commercially available antibodies (therefore excluding Sp1 and Sp2 -a gift from Juan Valcárcel − and LUCA-15-UK) interacted with product around the same molecular weight as RBM5 even in GLC20 cells, making them unsuitable for use in RIP-Seq experiments. See Figure S3 full blots of loading controls.
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the Reactome FI Network plugin, as the GSAASeq program is designed specifically for RNA-Seq data. Using Reactome, we found 68 pathways with an FDR < 8% (Table 5 ), many involved in gene expression and mRNA splicing/ metabolism. Interestingly, there was an enrichment of RBM5 targets in the EGFR pathway ( Fig. 7) , as well as many cell cycle pathways and the 'Apoptosis induced DNA fragmentation' pathway ( Fig. 8 ), supporting our RNA-Seq results and suggesting that RBM5 may play a direct role in regulating the cell cycle and apoptosis in SCLC cells.
It is interesting to note that of all the genes shown in our RNA-Seq experiments to experience a significant change in alternative splicing upon RBM5 expression in T2 or C4 (Table 3 and Table 4 ), only one, ArfGAP with SH3 Domain, Ankyrin Repeat and PH Domain (ASAP1), was identified as an RBM5 target in our RIP-Seq experiments. This suggests that the effect of RBM5 expression on alternative splicing largely results from downstream consequences of changes in RBM5 expression, as opposed to a targeted RBM5 interaction with the alternatively spliced transcript.
Taken together, our RNA-Seq and RIP-Seq pathway analyses revealed that RBM5 directly influences many processes involved in the maintenance of a nontransformed state, and this by means distinct from regulation of alternative splicing.
[ ( F i g . _ 6 ) T D $ F I G ] In other cancer cell lines, RBM5 has been shown to regulate the cell cycle and modulate responses to apoptogenic stimuli (Kobayashi et al., 2011; Oh et al., 2006; ). Since we identified 'Cell Cycle' (Fig. 3C and To see if and how RBM5 affects the cell cycle in SCLC, we performed a proliferation and membrane integrity assay using our GLC20 cells and sublines. As shown in Fig. 9A , C4 had significantly decreased cell numbers, relative to the vector control, by day six, while membrane integrity was unaffected (Fig. 9B ).
This suggests that when RBM5 levels are high, such as in C4, RBM5 slows cell cycle progression in untreated SCLC cells, thereby promoting a non-transformed state, a result that supports our RNA-Seq findings.
In North America, due to the usual late stage diagnosis and consequent metastasis, SCLC tumors are not commonly resected, but rather treated with a combination of platinum-based agents such as cisplatin or carboplatin, and the topoisomerase inhibitor etoposide (Gaspar et al., 2012; Jackman and Johnson, 2005; Johnson et al., 2014; Travis et al., 2004) . Initially, the patient may show a complete response to the treatment, but most will relapse as the cancer develops resistance Purple indicates that the gene was identified as an RBM5 target.
Article No~e00204 (Jackman and Johnson, 2005) . Understanding how SCLC cells develop resistance to these drugs is thus of great importance. We therefore included a platinum-based treatment in our functional analysis, and determined the effects of RBM5 expression on SCLC cells' response to the drug. Cisplatin was our drug of choice since, as demonstrated in Fig. 2 , GLC20 cells are already quite resistant to cisplatin, making them a good model for a drug sensitization study. Interestingly, RBM5 overexpression in the cisplatin-resistant NSCLC cell line A549 reduced resistance to cisplatin, manifesting as increased cisplatin-induced apoptosis , thus we expected that RBM5 expression in our SCLC cell line would have a similar effect.
The GLC20 parental cell line and sublines were treated with 1 μM cisplatin, and cell proliferation and membrane integrity assessed. Both T2 and C4 cells showed significantly decreased cell numbers, relative to the vector control, following 10 days of cisplatin exposure (Fig. 9A) , and a significant decrease in membrane Tukey post-hoc analysis, between sublines, with *p < 0.05, **p < 0.01, ***p < 0.001 and ****p < 0.0001.
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integrity by day four (Fig. 9B) . In addition, the IC 50 for cisplatin in both of the RBM5 expressing sublines was significantly lower than the vector control (Fig. 9C ).
To determine if the decreased membrane integrity observed in T2 and C4 upon cisplatin treatment was due to increased apoptosis, we examined apoptotic marker expression using fluorescence microscopy. When cells were untreated, no significant change in the level of cell death was observed between sublines ( Fig. 10A and B) , consistent with our membrane integrity results (Fig. 9B) .
Following four days of exposure to 5 μM cisplatin, however, significantly more Article No~e00204 cells were observed in both early and late stage apoptosis in the C4 cells, compared to the vector control ( Fig. 10C and D) . Furthermore, Poly(ADP-Ribose) Polymerase (PARP) cleavage was significantly increased in the C4 cells, following cisplatin treatment ( Fig. 10E and F) . (An insignificant increase in cisplatinmediated apoptosis was observed in the T2 subline, by Western blot (Fig. 10E and   F ) and fluorescence microscopy ( Fig. 10C and D) ).
These results suggest that RBM5 expression does in fact sensitize cells to cisplatin's pro-apoptotic effects, being in line with our RNA-Seq and RIP-Seq data, which suggest that RBM5 influences the regulation of apoptotic pathways.
2.7. In cisplatin-treated GLC20 cells, RNA-Seq shows that 7% of the transcriptome is differentially expressed by RBM5, and that DSG2 and ATP11C are the most altered genes, potentially driving the observed downstream effects of RBM5 expression
Having demonstrated that RBM5 expression can significantly influence a SCLC cell line's response to cisplatin, at least in terms of cell proliferation, membrane integrity and apoptosis, we decided to examine this influence on a more global level, by performing RNA-Seq on the cells treated with 5 μM cisplatin for four days.
We identified 1,797 differentially expressed genes in the control vs. T2 group (7% of genes examined), 1,225 in the control vs. C4 group (4.7%), with 457 genes being common to both groups. Fewer differentially expressed genes in C4 compared to T2 was an unexpected finding, based on our RNA-Seq data from the untreated samples, and was possibly due to the increased rate of apoptosis in the high RBM5 expressing cells, limiting the measurable effect on gene expression by RNA-Seq.
The most highly upregulated genes common to treated T2 and C4 cells were Protein Phosphatase 1 Regulatory Inhibitor Subunit 1A (PPP1R1A) and Makorin Ring Finger Protein 3 (MKRN3). MKRN3 has been shown to be important to development, particularly the onset of puberty (Abreu et al., 2013) , which is in line with previously identified RBM5 functions, as described above.
The most highly downregulated genes common to treated T2 and C4 include ( 2003) and shown to promote cell cycle progression and apoptosis-resistance (Brennan et al., 2007; Gupta et al., 2015) . These three genes thus play an important role in cell survival, and it may be via their downregulation that RBM5 slows SCLC growth and sensitizes them to cisplatin-mediated apoptosis. Interestingly, ATP11C and DSG2 are also significantly downregulated in untreated T2 and C4 cells, suggesting that cisplatin treatment may complement/enhance the effect of RBM5's expression on SCLC.
FIDEA analysis using the KEGG database showed that no pathways were downregulated and two pathways were significantly enriched in our control vs. T2 group; 'Axon guidance' (Benjamini value of 2.02 × 10 −6 ) and 'Retrograde endocannabinoid signaling' (Benjamini value of 4.22 × 10 −4 ). In our control vs. C4 group, only 'Axon guidance' was significantly enriched (Benjamini value of 9.44 × 10 −3 ). These results are very interesting since axon guidance is involved in the establishment of a transformed state (Chedotal et al., 2005) , and was also significantly altered in our untreated T2 and C4 samples, suggesting cisplatin treatment may complement this particular RBM5 function. Absence of 'Retrograde endocannabinoid signaling' in the control vs. C4 group might explain the presence of fewer differentially expressed genes in the C4 vs. T2 group.
Using the GSAASeqSP program with the MSigDB Hallmark gene set, we identified 24 enriched gene sets with FDRs < 10% between cisplatin-treated control and T2, and 18 between control and C4, of which 16 were common between both (Table 6 ). It is important to note that only 12 MSigDB Hallmark gene sets were identified as significantly enriched in our untreated control vs. T2 samples, and 17 in untreated control vs. C4. The greater number of significantly changed pathways in the treated samples, but with fewer genes differentially expressed overall, suggests once again that cisplatin directs the effect of RBM5's expression to particular genes. Noticeably, 10 of the 16 enriched pathways that were common to the T2 and C4 cisplatin treated sample sets were also enriched in the untreated C4 samples at a FDR of 10% or lower, demonstrating that cisplatin exposure did not totally alter the influence of RBM5 expression on the SCLC cell's transcriptomes.
The 'Apoptosis' gene set was one of the significantly enriched pathways identified by GSAASeqSP in cisplatin-treated T2 and C4 samples, compared to control, which is in line with the functional work presented herein ( Fig. 9 and Fig. 10 ). In cisplatin-treated T2 samples, 72 genes from this 'Apoptosis' gene set were significantly enriched compared to control, and 58 in C4. Of these genes, 35 were common between both groups (Fig. 11) , suggesting that many of the same apoptotic pathways were significantly affected in both samples. T2 had 37 uniquely differentially expressed genes while C4 had 23, suggesting that a wider range of apoptotic processes were significantly affected by cisplatin in T2.
Interestingly, SMAD7 was the top enriched gene common to both T2 and C4 cisplatin-treated samples (third most enriched gene in both samples). Since SMAD7 has been shown to sensitize lung cells to cisplatin-mediated apoptosis (Jeon et al., 2012) , it may be an important mediator of RBM5's sensitizing effect regarding cisplatin-induced promotion of apoptosis.
To further investigate which specific apoptotic processes were enriched in our cisplatin-treated samples, we analyzed the enriched genes from the 'Hallmark Apoptosis' gene set, as identified by GSAASeqSP, using the Reactome plug-in for Cytoscape (as described for RIP-Seq samples) (Fig. 12) . These results confirmed that a wider range of apoptotic processes were influenced in the T2, compared to the C4, population; the 'Intrinsic pathway for apoptosis' and the 'Apoptotic execution' phase were significantly enriched in both cisplatin-treated T2 and C4 samples, however 'Caspase-8 activation' and the 'Extrinsic pathway' were only significantly enriched in T2 ( Fig. 13 and Fig. 14) . These T2-specific pathways are part of the early steps of apoptosis, suggesting that many cells in the cisplatin- [ ( F i g . _ 1 1 ) T D $ F I G ] This in-depth pathway analysis shows that relatively low levels of RBM5 are able to sensitize SCLC cells to cisplatin-mediated apoptosis by influencing changes in the expression of genes involved in early apoptosis events. At relatively higher levels of RBM5 expression, this effect on cell death levels is detectable via fluorescent microscopy (Fig. 10C) . These results suggest that the level of RBM5 expression in lung tumors could predict response to cisplatin.
Taken together, our results show that RBM5 can functionally (a) influence cell cycle progression in untreated and cisplatin-treated SCLC cells (potentially via decreased DSG2 expression), and (b) sensitize cisplatin-treated SCLC cells to cisplatin-mediated apoptosis (potentially via decreased DSG2 and ATP11C expression, as well as increased SMAD7 expression). These findings reinforce the importance of RBM5 expression to SCLC cisplatin-sensitivity and highlight the potential of RBM5 as a response marker for this chemotherapy treatment in SCLC. In fact, a recent publication suggested that RBM5 gene therapy might be considered for NSCLC and that RBM5 might be a predictive marker to indicate the potential success of using cisplatin on a particular lung cancer : our results support this suggestion and extend it to SCLC.
It is important to note that RBM5 expression was recently shown to increase autophagy levels in a NSCLC cell line (Su et al., 2016) , therefore, we also examined the expression of autophagy markers BCL2, NF-κB, LC-3, LAMP1 and BECLIN1 in the RNA-Seq data from our cisplatin-treated C4 cells. Only NF-κB, however, was significantly differentially expressed compared to control; thus, Article No~e00204 autophagy does not seem to be a mechanism by which RBM5 expression influences membrane integrity in cisplatin-treated SCLC cells.
2.8. In patient samples, RNA-Seq shows that RBM5 expression is reduced by 50% in tumors and that similar pathways are disrupted
To determine if the RBM5-influenced pathways that we identified in vitro were also influenced in vivo, we carried out RNA-Seq on primary tissue specimens. SCLC tumor resection is not routinely carried out in North America, but we did obtain two fresh frozen paired non-tumor and SCLC specimens. Transcriptome sequencing and analysis were performed on all four specimens.
[ ( F i g . _ 1 3 ) T D $ F I G ] We identified 14,346 and 14,119 genes differentially expressed between both nontumor and tumor pairs, respectively, thus slightly more than half of the genes studied. Interestingly 12,116 (∼85%) of these differentially expressed genes were common to both paired groups, suggesting that, contrary to what one might expect in a tumor, a fairly conserved mechanism is involved in the evolution of SCLC, a favorable feature for treatment development.
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RBM5 expression was very similar in both non-tumor specimens, and decreased by half in the corresponding tumor specimens; from 40.43 FPKM to 18.55 FPKM in the first patient specimens, and from 39.00 FPKM to 22.30 FPKM in the second patient specimens. This significant decrease of approximately 50% suggests that loss of heterozygosity (LOH) may be the cause of decreased RBM5 expression in SCLC. In fact, LOH of a portion of 3p21.3 close to RBM5 has been observed in over 95% of SCLC and 70% of NSCLC (Ji et al., 2005; Kok et al., 1997; Lerman and Minna, 2000; Sutherland et al., 2010; Wei et al., 1996; Wistuba et al., 2000) . It is important to note that the RBM5 expression values in the non-tumor samples are very similar to that of T2 (58.26 FPKM), thus lending physiological relevance to our in vitro model.
Using FIDEA with the KEGG database, 34 pathways were shown to be significantly differentially regulated in both tumor specimens compared to their respective non-tumor control (Table 7) . GSAASeqSP with MSigDB Hallmark gene set also showed that many gene sets were enriched; 18 in the first patient sample, and 26 in the second, with 15 gene sets being common between both sample pairs (Table 8) . Differentially expressed pathways, as determined by both FIDEA and GSAASeqSP, included almost all of the RBM5-influenced pathways identified above, including many transformation-associated pathways, notably 'Pathways in cancer', 'Cell cycle', 'Small cell lung cancer', 'Axon guidance', 'p53 signaling', 'TNFα signaling via NFĸB' and 'Apoptosis'. This high level of correlation between significantly differentially expressed pathways in our SCLC patient samples and the RBM5 expressing cell lines supports, once again, our conclusion that RBM5 plays a role influencing pathways that are very important to the transformed state of SCLC cells.
Conclusion
Lung cancer is the leading cause of cancer-related deaths worldwide. The most aggressive form of lung cancer is SCLC, with a staggering 95% of diagnosed patients succumbing to the disease (Govindan et al., 2006) . This high mortality rate clearly demonstrates the need for more effective screening techniques and treatment options. Our results show, for the first time, that RBM5 expression is important to the maintenance of the non-transformed state of lung cells, and that this is accomplished via direct regulation of the cell cycle and apoptosis, and indirect regulation of overall cell death, angiogenesis, and cell adhesion.
Functional studies confirmed that RBM5 expression in SCLC (1) slowed the cell cycle, and (2) decreased membrane integrity, partially via increased apoptosis when cells were treated with the chemotherapy agent cisplatin. Therefore, decreased RBM5 expression, as is observed in 95% of SCLC, may be a critical step in the establishment of this disease. In a clinical setting, downregulation of RBM5 expression could be a novel biomarker for the determination of SCLC risk.
Therapeutic options involving RBM5 and/or direct targets, or pathways altered by RBM5 expression, may also be very fruitful avenues to pursue. Furthermore, due to the significant sensitization RBM5 expression had on cisplatin-treated samples, RBM5 expression could be a valuable predictive aid for assessing how a patient may respond to this chemotherapy. Ultimately, this work demonstrates, for the first time, the importance of RBM5 to SCLC. Our results present a stepping-off point for additional targeted functional work. supplemented with 10% fetal bovine serum (FBS, Gibco) (termed complete media), with the addition of 0.1 mg/mL G418/Geneticin (Gibco) for pcDNA3, T2
and C4 sublines. Cells were maintained at 37°C with 5% CO 2 in a humidified chamber.
Southern blotting
Genomic DNA was isolated by spooling, following overnight incubation in Tail Buffer (1% SDS, 0.1 M NaCl, 0.1 M EDTA, 0.05 M Tris, pH8), treated with 50 μg/ ml of RNase A (Amersham Biosciences) and cleaned using Qiagen Genomic-tip 100/G columns, following the manufacturer's instructions. The Southern blot was prepared and probed as previously described (Rintala-Maki and Sutherland, 2009 ).
The RBM5 probe was prepared using the PROSTAR HF single tube RT-PCR System (Stratagene), labelling with radioactive phosphate, and cleaning with a G25 sepharose column, following manufacturer's instructions.
GLC20 apoptosis profiles
GLC20 cells were diluted 1:2 in a 24 well plate 24 h before treatment. The following day, cells were treated with cisplatin (Sigma-Aldrich) dissolved in dimethyl sulfoxide (DMSO) and/or etoposide (Sigma-Aldrich) dissolved in DMSO. Cells were then incubated for varying amounts of time, as shown in Fig. 2 , at 37°C in a 5% CO 2 humidified incubator.
Western blotting
Primary antibodies used were rabbit anti-RBM5 LUCA-15-UK (non-commercially available) (1:2,500 or 1:5,000) (Sutherland et al., 2000) , rabbit anti-human PARP
(1:1,500-1:2,000, C2-10: BD Pharmingen) and mouse anti-α-tubulin primary antibody (1:10,000, sc-8035, Santa Cruz Biotechnology, Inc. 4.5. Establishment of stable RBM5-expressing GLC20 sublines GLC20 sublines were established following DMRIE-C transfection with pcDNA3 or pcDNA3.RBM5, and stable selection with G418 at 1.0 mg/ml in soft agar for 120 days. Detailed protocol is as follows; Cells were passaged 1:2, 24-48 h prior to transfection. 10 ml of cell culture (∼ 2 × 10 6 cells) were used in each transfection, with 24 μl DMRIE-C (Life Technologies) and 8 μg total DNA (pcDNA3 or pcDNA3.
RBM5). DMREI-C and DNA were incubated for ∼30 min prior to cell addition. The cell/DMREI-C/DNA mix was then incubated at 37°C and 5% CO 2 for 4 h, and the transfection terminated by adding serum. Transfected cells were selected using G418, at a concentration of 1.0 mg/ml, a concentration previously determined to kill all untransfected cells by seven days. Following transfection, a clonal population of cells was established following plating in soft agar, as previously described (Longthorne and Williams, 1997) . Four empty vector transfected clones and five RBM5 transfected clones were picked following 36 days of G418 selection in soft agar. After 120 days of continuous growth in G418 (following the first dilution of 10 ml of stably transfected cells, the selection reagent concentration was reduced from 1.0 to 0.1 mg/ml), only two of the five RBM5-transfected clones survived. One of these, designated C4, as well as one empty vector control clone, were used in subsequent studies. A second transfection was carried out in order to generate a pooled population of RBM5-transfected cells (eventually designated T2).
RNA extraction
GLC20 RNA samples were isolated using Tri-Reagent (BioCan Scientific). For RNA templates used in PCR, reverse transcription was performed as previously described (Loiselle and Sutherland, 2014) . In regards to the Ontario Tumour Bank (OTB) tissue samples, 20 mg of tissue was cut with a sterile blade from fresh frozen tissue specimens that had been stored at −80°C. The 20 mg tissue piece was transferred to a Bessman Tissue Pulverizer (VWR) that had been placed in liquid nitrogen for 10 min. Once the pulverizer was secured, a hammer was used to smash the tissue until it obtained a powder-like consistency. Powdered tissue was transferred to a solution containing Buffer RLT (Qiagen) and 0.14 mM β-mercaptoethanol, and homogenized using a Polytron PT 1300 D Homogenizer (Kinematica). The lysate was centrifuged for 3 min at 17000 x g to pellet tissue matter that did not homogenize. Supernatant was transferred to an Allprep DNA/RNA/Protein Mini Kit spin column (Qiagen) and RNA was extracted according to manufacturer's instructions. It is important to note that RNA was extracted from two 20 mg pieces of tissue, and combined.
PCR
RBM5 genomic DNA PCR was performed using Gen1E2Fc (exon 2: 5′-CTTCAGTGGGACAATGGGTTCAGA-3′) and Gen2E3I2R (exon 3/intron 2:
5′-CCACTACGCTCTGTTCTACTCACTCTGCCA-3′) primers, with the following PCR amplification program 95°C 5 min, [95°C 30 s/65°C 30 s/68°C 2 min] (40 cycles), 68°C 10 min. RBM5 RT-PCR was performed using LU15(2) (exon 4) and LU15(3) (exon 8) primers, as previously described (Sutherland et al., 2000) .
GAPDH was amplified using GAPDH-F (exon 6: 5′ AACACAGTCCATGC-CATCAC 3′) and GAPDH-R (exon 7: 5′ TCCACCACCCTGTTGCTGTA), with an annealing temperature of 58−59°C and 25-35 amplification cycles. PCR and product visualization were carried out as previously described (Loiselle and Sutherland, 2014) . Approximate primer locations shown in Fig. 1G .
RNA-Sequencing and analyses
Extracted RNA was sent to the Donnelly Sequencing Centre (Toronto, Canada) for
Illumina TruSeq stranded mRNA library preparation with Ribozero depletion, followed by paired-end high throughput sequencing using the Illumina HiSeq 2500 platform.
All four untreated GLC20 subline samples were multiplexed together during sequencing, as were the four cisplatin-treated samples. It is important to note that there were some differences between sample preparation and sequencing for cisplatin treated and untreated RNA-Seq samples; (1) untreated samples were DNase treated prior to sequencing, (2) reads were 100 bp for untreated samples and 125 bp for cisplatin treated samples, and (3) untreated samples were sequenced in duplicate (multiplexed on each of two paired-end lanes), while treated samples were not sequenced in duplicate. Due to the longer read length for the cisplatin treated samples and overall higher output, however, similar depth was achieved for treated and untreated samples. Nonetheless, we only ran analysis within the treated and untreated groups, and compared the outputs, so as to not potentially introduce sequencing biases into our analyses. All four OTB specimens (two paired tumor and non-tumor specimens) were also multiplexed and sequenced in duplicate.
Transcriptome sequencing data quality was verified by FastQC (Babraham Bioinformatics, http://www.bioinformatics.bbsrc.ac.uk/projects/fastqc/). All specimens had quality score distributions over all sequences above 37 (on a phred 33 quality scale). Primers and adapters used for sequencing were then removed using cutadapt version 1.4.2 (Martin, 2011 ) using a quality cut-off of 26, as recommended (Del Fabbro et al., 2013) . Following trimming, data quality was verified using FastQC. Trimmed reads were analyzed using the Tuxedo suite tools as follows: (1) TopHat 2.0.11 (Kim et al., 2013) was used to align reads to the human reference genome USCS hg19, (2) Cufflinks 2.1.1 (Trapnell et al., 2010) was used to assemble the mapped reads and obtain FPKM values for each investigated gene and isoform, (3) Cuffdiff 2.1.1 ) was used to investigate differential expression, and (4) CummeRbund (Trapnell et al., 2010) was used for visualization. Samtools (Li et al., 2009) Prior to differential expression analysis, gene expression levels in both control samples (parental GLC20 and GLC20.pcDNA3) were compared to see if they were sufficiently similar to be combined into one experimental group; more replicates provides greater power and accuracy in RNA-Seq experiments (Liu et al., 2014) . In fact, gene expression levels in both samples were very highly correlated (r = 0.9699 in untreated samples and r = 0.9813 in cisplatin treated samples), and thus both controls were combined into one experimental group.
Pathway enrichment was investigated using the FIDEA (Functional Interpretation of Differential Expression Analysis) program (D'Andrea et al., 2013) with the KEGG database (Kanehisa and Goto, 2000; Kanehisa et al., 2016) . Pathway analysis was also performed using GSAASeqSP (Gene Set Association Analysis for RNA-Seq with Sample Permutation) (Xiong et al., 2014) with the Molecular Signatures Database (MSigDB) Hallmark gene set collection (Liberzon et al., 2015) . Since each program uses a different algorithm in their calculations, and each gene set/functional interaction pathway set is curated separately, with different foci, a broad view of affected cellular processes affected is gained, and results can be compared between programs to identify the most robust changes.
For analysis of alternative splicing events in our RNA-Seq data, stringent parameters were used in order to identify alternative splicing events: (1) the expression of at least one alternative splice variant had to be significantly upregulated, and (2) the expression of at least one other alternative splice variant had to be significantly downregulated.
4.9. RNA immunoprecipitation followed by next generation sequencing (RIP-Seq)
priming. Samples were sequenced in duplicate on the Illumina HiSeq 2500 platform, with each run being paired-ended, 125 bp reads.
RIP-Seq results were analyzed using the Tuxedo Pipeline (Trapnell et al., 2012) ,
with the same quality control steps used for RNA-Seq analysis. Using the FPKM and log2-fold change values generated by Cuffdiff, the following inclusion criteria were used to distinguish RBM5 targets from IP contaminants: the RBM5 RIP sample target had to have (1) an FPKM value greater than one, (2) a log2-fold change greater than one, and (3) a positive log2-fold change (meaning it was more highly expressed than in the control RIP).
Cell counting, cell growth and cell death assays
Cells were plated at 10,000 per well in 96-well flat-bottom plates at a density of 50 cells/μL, in triplicate wells per treatment. Cells were left for 24 h at 37°C with 5% CO 2 in a humidified chamber. After 24 h, the cells were treated with the following conditions: left untreated, saline (0.9% NaCl in H 2 O) control, 1.0 μM cisplatin in saline for 0, 2, 4, 6, 8 and 10 days, or 0.1, 0.5, 10.0 and 100.0 μM cisplatin for 4 and 8 days. Cisplatin (Sigma) was prepared, as previously described (Hall et al., 2014) , in saline at a concentration of 1.0 mg/mL. The cells were then counted every other day by transferring cells to a 96-well Vee-bottom plate and subjecting them to centrifugation at 500 x g for 5 min at 21°C. The supernatant was discarded and cells treated with 0.25% Trypsin-EDTA for 10 min at 37°C with 5% CO 2 in a humidified chamber. Complete media was added to cells and they were subjected to centrifugation at 500 x g for 5 min 21°C. Cells were resuspended in complete media and counted in a 1:1 ratio of cells in complete media and 0.2% nigrosin, using a hemocytometer.
Live cells were counted as cells with intact membranes, characterized by a lack of blue/purple nigrosin within the cells, and dead cells were counted as cells without intact membranes, characterized by the presence of blue/purple nigrosin within the cell. Live cell counts were used to monitor cell growth, relative to day 0 counts, and the average of biological triplicates was plotted. A two-way ANOVA was performed with Bonferroni post-hoc analysis, comparing all subline cell growth to the pcDNA3 subline, calculated using Graphpad Prism 5. Percent intact membrane by nigrosin was calculated using the following equation: percent intact membrane by nigrosin = number of live cells divided by (number of live cells + number of dead cells) x 100.
Percent intact membrane by nigrosin for the 1.0 μM cisplatin values was also made relative to saline controls, and the average of biological triplicates was plotted. A two-way ANOVA was performed with Bonferroni post-hoc analysis, comparing all subline results to the pcDNA3 subline, calculated using Graphpad Prism 5. Day eight cisplatin results were made relative to the saline control for the calculation of EC50 values. EC50 values were calculated using 'log (inhibitor) vs. response Article No~e00204
(three parameters)' on Graphpad Prism 5, and the average of biological triplicates was plotted with the saline control represented at 10 −10 M on the graphs. A oneway ANOVA was performed with Tukey post-hoc analysis, comparing all sublines to the pcDNA3 subline.
4.11. Apoptosis assays − Fluorescent microscopy GLC20 cells and sublines were counted and 2.0 × 10 6 cells were plated in T75
flasks at a cell density of 50 cells/μL. After 24 h incubation at 37°C with 5% CO 2 in a humidified chamber, cells were either exposed to 5.0 μM cisplatin or left untreated for 4 days. A fraction of cells was collected by centrifugation at 149 x g for 7 min at 21°C and supernatant was discarded, followed by centrifugation at 5,900 x g for 2 min at 21°C, with supernatant discarded, and the pellet stored at −80°C for PARP cleavage analysis by Western Blot.
Another fraction of cells was used for apoptosis analysis by fluorescent microscopy. These cells were subjected to centrifugation at 149 x g for 7 min at 21°C, supernatant was discarded, and the cells were treated with 0.25% Trypsin-EDTA for 10 min at 37°C with 5% CO 2 in a humidified chamber, to obtain a single cell suspension. Cells were then washed two times in complete media and centrifuged at 500 x g for 5 min at 21°C, with changes in media between each centrifugation, then counted in a 1:1 ratio of cells in complete media and 0.2% nigrosin, using a hemocytometer. 0.5 × 10 6 cells were resuspended at a 1000 cell/μL density in cold PBS for fluorescence analysis. If fewer than 0.5 × 10 6 cells were counted, cells were adjusted to a smaller volume at a 1000 cell/μL density in cold PBS.
Before staining, cells were washed three times in cold PBS at 5,900 x g for 2 min at 21°C, with changes in cold PBS between centrifugations, then resuspended in Annexin V binding buffer (10 mM HEPES, 140 mM NaCl, and 2.5 mM CaCl 2 ) at a density of 1000 cells/μL. Cells were triple stained with 7-aminoactinomycin D (7AAD) in DMSO, Annexin V-AlexaFlour ® 488 conjugated, and Hoescht 33342 Nucblue ® Live Cell Stain ReadyProbe Reagent (all Life Technologies) at 0.02 mg/ mL, 5 μL/100 μL, and 1 drop/500 μL concentrations, respectively, at 21°C for 15 min in the dark. Cells were then washed three times in cold Annexin V binding buffer at 5,900 x g for 10 min at 21°C, then resuspended in 100 μL of cold PBS.
Samples were loaded into Cytospin TM columns (Symport, VWR International) that were pre-loaded with a microscope slide (VistaVision, VWR International). Cells were centrifuged onto the microscope slides at 500 rpm for 2 min 21°C in a Shandon Cytospin TM 4 cytocentrifuge (Thermo Scientific), rotor # 4127 0806
59930093. Samples on slides were air-dried, then fixed with 4% paraformaldehyde (Sigma-Aldrich) in PBS at 21°C in the dark for 10 min. Slides were washed sequentially in three changes of PBS, then air-dried. 90% glycerol (Sigma-Aldrich)
in PBS was added to the samples and a No. 1 coverslip (VWR) was placed on top of the sample. The cover slip was sealed with nail polish and the slides stored at 4°C in the dark until visualized (∼24 h later).
Cells were visualized using an Olympus 1 × 73 Microscope (Olympus Life Sciences). Fluorphores were excited using Lumen Dynamics Xcite 120 LED (Lumen Dynamics), Olympus LED PS and LBM laser systems (Olympus Life Sciences). Fluorescence emission spectra were captured for Hoescht 33342 (Ex: 250 nm/Em: 461 nm), AlexaFlour ® 488 (Ex: 495 nm/Em: 519 nm), and 7-AAD (Ex: 546 nm/Em: 647 nm). In addition to fluorphores, cell morphology was observed using phase contrast (images not included). Images of the stained cells were captured using the Olympus DP80 camera (Olympus Life Sciences) and
CellSens Dimensions imaging software (Olympus Life Sciences). Images obtained that were later counted underwent no post-production adjustments. Images presented underwent post-production adjustments using the 'Adjust Display' function in the CellSens Dimensions imaging software. In brief, background colour intensities were excluded from the images using the histogram tool. Colour threshold intensity was then increased. These changes were applied to all the images and at the same intensities.
Exposure times and gain were made constant during the imaging of each biological replicate. Although exposure times varied, the Hoechst 33342 stain was exposed for roughly 250 milliseconds (ms), the Annexin V-Alex-Fluor 488 stain was exposed for roughly 2 seconds (s) with a gain of 2X, and the 7-AAD stain was exposed for roughly 800 ms. All images were taken using a 40X objective lens. 'Live' events were defined as cells with visually uncondensed nuclei, stained with Hoechst 33342, and lacking green Annexin V stain or red 7-AAD stain. 'Early Apoptosis' events were defined as cells that had either or both green Annexin V stain (indicative of phosphatidylserine flipping) and condensed nuclei (condensed blue Hoechst 33342 staining). Lastly, 'Late Apoptosis/Necrosis' was defined as the loss of membrane integrity, which was indicated by the presence of the red stain of 7-AAD (made purple/pink in images). Three biological replicates were performed. For each biological replicate, the events were totalled between ten fields of view counted. A minimum of 300 events was counted per biological replicate. Values were then transformed to a percentage of the total number of events that were counted, for each biological replicate. The average of the three biological replicates was presented and one-way ANOVA was performed between the sublines for each defined event. Tukey post-hoc analysis was done, comparing all the sublines to the pcDNA3 subline.
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